Supplementary
. The D21E substitution in CED-8 blocks cleavage of CED-8 by CED-3 as well as the D21A substitution. Top: 35 S-Met-labeled GST-CED-8 proteins (wild-type or mutants) were incubated with or without 5 ng purified CED-3 protease at 30°C for 2 hours and then resolved by 15% SDS PAGE. Bottom: a schematic diagram of GST-CED-8 and cleavage products generated by CED-3 (indicated by arrows). The 51 kD and 28 kD cleavage products (indicated in red) derived from CED-3 cleavage at the Asp 21 site were lost in both GST-CED-8(D21E) and GST-CED-8(D21A). Inactivation of the tat-1 gene, which is critical for maintaining plasma membrane PS asymmetry, causes ectopic PS exposure on the surface of all cells 26 . In this stage of embryos, few apoptosis occurs and most PS sensors accumulated in the embryo cavity without binding to any cell. Heat-shock treatment was performed at 33°C for 45 min and embryos were examined after 2 hour recovery at 20°C. Exposure time for each fluorescent image was identical (2 seconds). Scale bars indicate 5 µm.

